Background: Bone mineral density (BMD) measurements are widely used to assess fracture risk. However, the finding that some fracture patients had high BMD together with the low contribution of drugs to osteoporosis suggests that bone strength factors other than BMD contribute to bone quality. We evaluated the amount of advanced glycation end products (AGEs) by non-invasive assays of serum and urine as well as by skin autofluorescence to measure the levels of a representative AGE, pentosidine, to investigate whether pentosidine can serve as an indirect indicator of AGEs formation in bone collagen. Methods: A total of 100 spinal surgery patients without fragility fracture (54 males and 46 females) treated at our hospital were enrolled. The amount of pentosidine in blood, urine, skin and bone (lumbar lamina) samples from these patients was measured. AGE accumulation was assessed by measuring skin autofluorescence. We examined the correlation between pentosidine content in tissues and body fluid, as well as skin AGEs with age, height, body weight, BMI, and estimated glomerular filtration rate (eGFR). Results: A significant age-related increase in pentosidine levels in tissues was observed, while there was a significant negative correlation between tissue pentosidine and eGFR. The amount of skin pentosidine was significantly and positively correlated with pentosidine content of the bone in those under 50 years of age. Urine pentosidine also correlated positively with bone pentosidine and skin pentosidine, but only in females. The total amount of AGEs in skin did not correlate with bone pentosidine. Conclusion: In this study, the strong correlation between the pentosidine content in each sample and eGFR may indicate that renal dysfunction with advancing age increases oxidative stress and induces AGEs formation in collagen-containing tissues. The correlation of skin pentosidine concentration and eGFR, with AGEs formation in bone collagen suggests that pentosidine would be a useful indirect index of decreased bone quality. Skin AGEs estimated by autofluorescence in clinical situations may not be suitable as an indirect assessment of bone quality. Because urine pentosidine correlated positively with bone pentosidine and skin pentosidine in females, urine pentosidine may be a candidate for an indirect assessment of bone quality.
Background
At present, the measurement of bone mineral density (BMD) is widely used for the evaluation of bone fracture risk in daily clinical practice. However, clinical data from bone fracture cases suggest, that despite high BMDs and the potential of drugs used to increase BMD by approximately 4-30% in patients requiring treatment for osteoporosis to reduce bone fracture risk, the importance of bone quality-a determinant of bone strength besides bone density-has been identified [1, 2] . The determinants of bone quality include structural and material properties of the bone. Structural properties are regulated by bone turnover, whereas the determinants of bone material properties such as advanced glycation end products (AGEs) formation in bone collagen are not only dependent on tissue turnover but also on the extent of oxidative stress and glycation [1, 3, 4] .
We have previously reported that the crosslinks formed to connect collagen molecules, which account for 50% per bone unit cubic volume, play an important role in determining bone properties, particularly bone strength, given that structure is integral to bone quality [1] . Collagen crosslinks are classified on the basis of enzyme-dependent crosslinks which facilitate the dynamic function of bone, calcification (enzymatic crosslink formation), and AGEs which can cause brittle bone (nonenzymatic crosslink formation) [3] . Pentosidine is a well-established intermolecular cross-linking AGE and is used as a surrogate marker for total AGEs [1, 3] . The content of pentosidine in tissues such as bone and skin has a significant positive association to the total AGEs in each tissue [1, 3] .
We elucidated that in primary osteoporosis patients with hip fractures, an excessive accumulation of pentosidine and limited enzymatic crosslink formation in early stages of bone formation can contribute to brittle bones [5] . We previously reported excessive formation of pentosidine in the bone from ovariectomized rabbits and monkeys as well as from patients with osteoporotic hip fractures using a single column high performance liquid chromatography, which we developed independently [1, [5] [6] [7] [8] [9] . Pentosidine has also been implicated as an independent risk factor for hip and vertebral fractures in other studies [10, 11] . Furthermore, excessive formation of pentosidine is an independent determinant of decreased bone strength demonstrated by multiple regression analysis using human, monkey, and rabbit specimens [1, [5] [6] [7] [8] . Therefore, the establishment of a noninvasive methodology to evaluate bone material property is needed in the clinical situation. Currently, it is unknown whether blood and urinary concentrations of pentosidine are surrogate measures of the pentosidine content of bone collagen [12] [13] [14] . Thus, in this study, bone, skin, urine, and blood were collected from patients and the correlativity among the samples in terms of pentosidine concentrations was investigated. Because skin collagen ages in a similar manner to bone collagen, it attracted our attention as a useful tissue to explore further. Skin AGEs were evaluated using a noninvasive skin autofluoroscope or AGE Reader (Diagnoptics Technologies BV, Netherlands) and its correlation with the level of pentosidine, a representative structure of AGEs, was evaluated to investigate if it is useful as an indirect evaluation method of AGEs formation of bone collagen. The aim of this study is to assess noninvasive methods to measure AGEs in skin, serum and urine to determine whether they may be useful tools for indirect estimation of pentosidine in the bone.
Methods
Informed consent was obtained from patients with spine disease before surgery, and an ethical committee approved the study. Among the spinal surgery cases which were treated at our hospital, blood, urine, skin, and bone (lumbar lamina) samples were collected from 100 cases (54 males and 46 females). There were no prevalent osteoporotic fractures in these patients. Patients undergoing hemodialysis, or those who had diabetes mellitus or rheumatoid arthritis were excluded. Patients with diabetes mellitus or rheumatoid arthritis were excluded because these patients received medical treatments such insulin, Methotrexate, steroids, and biological agents. It is reported that these medical treatments themselves affect both the levels of oxidative stress and AGEs formation [15, 16] . Serum creatinine (Cr) and serum calcium were measured by automated techniques at the central laboratory of our hospital. Glomerular filtration rate (GFR) was estimated using the Cockcroft-Gault equation. Measurements of pentosidine in bone and skin samples were performed using our previously reported method that involves conversion of pentosidine concentrations per collagen molecule [9] . Briefly, all tissues were washed with phosphate-buffered saline and powdered in a liquid nitrogen-cooled freezer mill. The specimens were hydrolyzed in 6 N HCl. Hydrolysates were then analyzed for crosslink and hydroxyproline content on a Shimadzu LC9 HPLC fitted with a cation exchange column (0.9Ed Aa pack-Na, Jasco, Tokyo, Japan) linked to an online fluorescence flow monitor (RF10AXL, Shimadzu, Kyoto, Japan). The amount of collagen was assumed to be 7.5 times the measured hydroxyproline weight, based on a molecular weight of 300,000. The resulting data were used to calculate crosslink values expressed as mol/mol of collagen. Pentosidine amounts were detected by natural fluorescence. Serum pentosidine was measured using the ELISA method (FUSHIMI Pharmaceutical Co Ltd., Kagawa, Japan.) [17] . In brief, pentosidine molecules bound to plasma proteins were released by treatment of samples with pronase at 55°C for 1.5 h. The mixture was then heated in boiling water for 15 min to inactivate the enzyme. Pentosidine antibody and pretreated samples were added to each well and incubated at 37°C for 1 h after washing. Peroxidaselabeled goat anti-rabbit IgG polyclonal antibodies were added and incubated for 1 h at room temperature before a color development reagent was added to each well. The reaction was stopped 10 min later. The absorbance was measured within 10 min at 450 and 630 nm (main and reference wavelength, respectively). The inter-and intraassay coefficients of variations of absorbance were 6.6 and 8.0%, respectively. Urine pentosidine levels were measured by HPLC using a method described by Yoshihara et al. after extraction of urine samples using a CF-11 cellulose column to yield hydrolysates of urine samples [18] . Urine pentosidine levels were corrected with respect to urinary creatinine. The measurable range for this assay system was 1.7-55.6 pmol/ml pentosidine, and the recovery of the standard ranged between 84.9 and 108%. The inter-and intraassay variances for pentosidine were 5.5%. Variations in pentosidine levels between samples from 24 h urine and the first and second voids were minimal. AGE accumulation in the skin was assessed by measuring skin autofluorescence (AF) using an AGE Reader [19] [20] [21] . Skin AF was measured at the volar side of the arm. All measurements were performed at room temperature in a dark environment, within 30 s, without pain or impairment of the skin. Autofluorescence was calculated by an automated observerindependent analysis by dividing the average light intensity of the emission spectrum (300-600 nm) by the average light intensity of the excitation spectrum (300-420 nm).
Reproducibility of this measurement was shown by a mean coefficient of variation of around 5%.
The difference in characteristics between genders was evaluated using ANOVA, and the correlation for each parameter was tested using Spearman's rank correlation coefficient. All tests were two-sided, and p < 0.05 was considered significant.
Results
Baseline characteristics of patients, including age, height, body weight, and BMI are summarized in Table 1 , in addition to measurements of eGFR, AGEs in skin, and pentosidine contents and concentrations in tissues and body fluids, respectively. There were no differences in these parameters between male and female cases. Table 2 shows the correlations between age, BMI, eGFR, and tissue pentosidines. Significant positive correlations were observed between age and pentosidine contents, and also between age and AGEs in skin ( Fig. 1 and Table 2 ). Pentosidine at each site was also negatively correlated with eGFR. When the patient groups were divided into age groups below 50 years and over 50 years, bone pentosidine, skin pentosidine and skin AGE in the under 50 years group showed significant correlation positively with age (r = 0.716, p < 0.001; r = 0.872, p < 0.001; r = 0.627 p = 0.029, respectively) and negatively with eGFR (r = − 0.592, p = 0.002; r = − 0.760, p < 0.001; r = − 0.832 p = 0.001, respectively). On the contrary, serum pentosidine correlated positively with age and negatively with eGFR in those over 50 years (r = 0.320, p < 0.015; r = − 0.393, p < 0.002 respectively).
Correlation between pentosidine in different tissues as well as skin AF was calculated and shown in Table 3 . Total and female urinary pentosidine concentrations were significantly correlated with the concentration in bone (r = 0.355, p = 0.026; r = 0.346, p = 0.033, respectively) and skin (r = 0.409, p = 0.002; r = 0.482, p = 0.005, respectively). Moreover, pentosidine concentration in the bone was significantly correlated with skin content (r = 0.422, p < 0.001). Although AGEs in the skin were significantly correlated with skin pentosidine content (r = 0.314, p = 0.008), the correlativity between AGEs in skin and the pentosidine content of bone was not significant (r = 0.216, 
Discussion
In this study, we evaluated whether the measurement of AGEs, pentosidine in serum by ELISA or urine by HPLC or skin AGEs by autofluorescence, is an indirect indicator of the levels of pentosidine in bone collagen. Sell et al. and Odetti et al. have reported evidence of an exponential increase in the accumulation of pentosidine in skin collagen with advancing age [22, 23] . We also reported that pentosidine concentration in the human bone gradually increases with age [9] . Furthermore, we also showed that pentosidine concentration in bone correlated significantly and positively to total AGEs including pentosidine [1] . Pentosidine in individuals without fractures was measured in this study, as previous cadaveric reports by Nyman et al. and Hernandez, Bank et al. have shown that pentosidine increase contributes to bone weakness in the form of decreased energy dissipation and ductility, even in those without fractures [24, 25] . Wang et al. have also shown age-dependent pentosidine difference in the middle aged and elderly groups [26] . Pentosidine levels vary more in the elderly, and pentosidine correlations were evaluated in two age groups: those under the age of 50, and those who are 50 or over. Statistically, significance was lost in certain categories as there were fewer cases of those under the age of 50. In addition to this, pentosidine values showed greater variance in those who were 50 or above. This may be due to the multifactorial contribution for AGEs accumulation. With many of the factors contributing to AGEs accumulation associated with age, it is perhaps unsurprising that AGEs accumulation does not increase in a uniform linear pattern, and with greater individual variance due to different lifestyles and risk factors [27] .
Our findings also showed that urinary pentosidine concentrations were significantly and positively correlated with the accumulation of pentosidine in bone and skin. Based on these findings, because the pentosidine content among samples were correlated, it suggests that AGEs formation in body tissues may to an extent commensurate with the degree of oxidative stress and hyperglycemia-induced glycation that one is exposed to [27] . In this study, the significant correlation between the pentosidine content of each sample and eGFR may indicate that renal dysfunction with advancing age increases oxidative stress and induces the formation of AGEs in collagen-containing tissues (Additional file 1). Pentosidine is reflective of the long-term accumulation of AGEs, whereas eGFR is variable and may only reflect the renal function at the time of investigation. However, eGFR was investigated for all patients prior to surgery, and is likely to represent their usual renal function. Therefore we assumed that a low eGFR represents a chronic renal impairment and also a long-term increase of oxidative stress, thus contributing to accumulation of AGEs, as opposed to a temporary renal impairment [4, 28] . It is conceivable that the strongest correlation of skin pentosidine and eGFR with the formation of AGEs in bone collagen together represent a useful indirect index for decreased bone quality and thus demonstrating its material property.
In terms of assessment of the material property of bone, the estimation of urine pentosidine concentration may be useful in a clinical setting. Wang et al. showed that age-related accumulation of pentosidine is an independent determinant of bone strength using bone specimens without osteoporotic fractures [26] . We also demonstrated that pentosidine concentration in human vertebral and femoral bones increased with age despite the lack of osteoporotic fractures [3, 9] . However, pentosidine concentration of bones from patients with osteoporotic hip fractures was significantly higher than in the age-matched subjects without fractures [5] . Furthermore, a high urinary concentration of pentosidine is an independent risk factor for bone fracture, even when the value is corrected for eGFR, therefore, urine pentosidine should not be considered the same as eGFR in terms of fracture risk [12, 14, 29] . In a longitudinal study investigating osteoporotic incidence of vertebral fractures in a 5-year prospective study in 432 elderly Japanese women, we showed that high urine pentosidine is a risk factor independent of age and eGFR [13] . The subjects in this study have no osteoporotic fractures, thus, a normal agerelated gradual increase of pentosidine in the bone does not necessary increase fracture risk. However, an excessive accumulation of pentosidine that is greater than the expected physiological accumulation with age and renal function may lead to an increased fracture risk. Therefore, further studies are warranted to confirm the relationship between skin, urine and bone pentosidine concentrations and age in patients with osteoporotic fractures.
This study has revealed that skin pentosidine is most reflective of bone pentosidine, especially in those under 50 years of age (Table 3 ). Thus skin pentosidine may provide the most accurate representation of bone pentosidine. The studies also assessed the validity of skin AF as a non-invasive tool for assessing bone pentosidine. Although skin AF showed a positive correlation with skin pentosidine as expected, no significant correlation was not obtained with bone pentosidine.
This study has some limitations. Firstly, it is known that the concentration of pentosidine in serum and urine is influenced by renal function and increases with advancing age as mentioned above. Furthermore, for patients exposed to excessive systemic oxidative stress, there is a strong possibility that AGEs will be simultaneously formed in various collagenous tissues throughout the body, which can lead to arteriosclerosis when blood vessels are implicated and bone fractures when bone quality deteriorates by glycation. Secondly, measurement of pentosidine in various tissues may not reflect the total amount of AGEs. However, pentosidine is a wellestablished intermolecular crosslinking AGE [3, 5, 7, [30] [31] [32] and serves as a surrogate marker of the total level of AGEs [1, 31, 32] . Therefore, it can be assumed that there is at least a direct correlation between skin pentosidine and the total AGEs content of the tissue.
Conclusion
Skin pentosidine is effective as a marker of AGEs accumulation in the bone in those under the age of 50. Urine pentosidine levels also correlated significantly and positively with bone pentosidine especially in females. Thus, the examination of skin and urine pentosidine in clinical settings may be suitable indirect indicators of poor bone quality.
Additional file
Additional file 1: Correlation between eGFR and age.
Abbreviations AF: Autofluorescence; AGEs: Advanced glycation end products; BMD: Bone mineral density; BMI: Body mass index; eGFR: Estimate glomerular filtration rate; ELISA: Enzyme-linked immunosorbent assay; HPLC: High performance liquid chromatography
